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Abstract
A central concept in the field of learning and memory is that NMDARs are essential for synaptic plasticity and memory
formation. Surprisingly then, multiple studies have found that behavioral experience can reduce or eliminate the
contribution of these receptors to learning. The cellular mechanisms that mediate learning in the absence of NMDAR
activation are currently unknown. To address this issue, we examined the contribution of Ca
2+-permeable AMPARs to
learning and plasticity in the hippocampus. Mutant mice were engineered with a conditional genetic deletion of GluR2 in
the CA1 region of the hippocampus (GluR2-cKO mice). Electrophysiology experiments in these animals revealed a novel
form of long-term potentiation (LTP) that was independent of NMDARs and mediated by GluR2-lacking Ca
2+-permeable
AMPARs. Behavioral analyses found that GluR2-cKO mice were impaired on multiple hippocampus-dependent learning
tasks that required NMDAR activation. This suggests that AMPAR-mediated LTP interferes with NMDAR-dependent
plasticity. In contrast, NMDAR-independent learning was normal in knockout mice and required the activation of Ca
2+-
permeable AMPARs. These results suggest that GluR2-lacking AMPARs play a functional and previously unidentified role in
learning; they appear to mediate changes in synaptic strength that occur after plasticity has been established by NMDARs.
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Introduction
N-methyl-D-aspartate receptors (NMDARs) are necessary for
most forms of synaptic plasticity in the CA1 region of the
hippocampus [1]. Activation of these receptors is also essential for
spatial and contextual learning [2,3,4]. Once learning has been
established, however, new memories can often be formed without
NMDARs. This surprising discovery was first described in the
now-classic ‘upstairs/downstairs’ watermaze studies [5,6]. In these
experiments, rats were trained in a maze located on the lower floor
of a laboratory and were subsequently able to acquire spatial
information about a second upstairs maze even in the presence of
the NMDAR antagonist APV. The same effect has been observed
using contextual fear conditioning [7,8]. These results imply that
the NMDAR is not required for all forms of hippocampus-
dependent learning and suggest that alternative plasticity mech-
anisms become available following recent behavioral experience.
A similar phenomenon occurs in the rodent barrel cortex. In
this region, single whisker experience (SWE) induces NMDAR-
dependent LTP at layer 4-2/3 synapses. Following this experience,
however, subsequent increases in synaptic strength are indepen-
dent of NMDAR activation [9]. Therefore, similar to spatial and
context learning in the hippocampus, SWE produces NMDAR-
independent plasticity in the barrel cortex. The activation of
NMDARs in both of these brain regions has been shown to
facilitate the delivery of GluR2-lacking (Ca
2+-permeable) AM-
PARs to the synapse [9,10,11,12,13], but see [14,15]. A number of
recent studies have also found that GluR2-lacking receptors can
mediate NMDAR-independent LTP [13,16,17,18]. Consequently,
a potential mechanism for NMDAR-independent learning and
plasticity in the hippocampus is the expression and activation of
GluR2-lacking (Ca
2+-permeable) AMPARs.
The current study examined this possibility in mice with the
GluR2 subunit of the AMPAR deleted in the CA1 region of the
PLoS ONE | www.plosone.org 1 September 2010 | Volume 5 | Issue 9 | e12818hippocampus and layer III of overlying cortex (GluR2-cKO mice).
Electrophysiological analyses found that GluR2-cKO mice exhibit
a novel form of LTP in CA1 that is mediated by Ca
2+-permeable
AMPARs and independent of NMDARs. Similar to previous
studies, GluR2 deletion impaired memory on several hippocam-
pus-dependent learning tasks. However, learning on NMDAR-
independent versions of these tasks was normal in GluR2-cKO
mice. Pharmacological studies revealed that NMDAR-indepen-
dent learning required activation of Ca
2+-permeable AMPARs in
both knockout animals and wild-type mice. These data suggest
that GluR2-lacking AMPARs play a unique role in NMDAR-
independent learning.
Results
Tissue selective deletion of GluR2 in c-KO mice
To study the effects of Ca
2+-permeable AMPARs on plasticity
and memory we generated a line of mice in which GluR2 was
deleted from pyramidal cells of the CA1 region of the hippocampus
as described in Text S1. In order to identify the loss of GluR2
mRNA we performed in situ hybridization on brain slices obtained
from floxed mice (controls), GluR2-cKO mice and global GluR2-
KO mice. Representative sagittal sections are shown in Fig. 1A–B.
In the GluR2-cKO mice, there was significant loss of GluR2 in the
dorsal hippocampus and in cortex layer III (Fig. 1C–D). When
compared to control mice, the largest loss of GluR2 from the dorsal
hippocampus of GluR2-cKO mice was seen in the CA1 region
while minor loss of GluR2 was observed in CA3. In contrast to this
conditional deletion, we observed a total loss of GluR2 mRNA from
GluR2-KO mice, as expected (Fig. 1G). Expression of GluR2 in the
ventral hippocampus (CA1, CA3 and dentate gyrus) was completely
normal in GluR2-cKO mice (Fig. 1E–F). We also noted no
difference in expression of GluR2 in the amygdala between GluR2-
cKO mice and controls.
In order to quantify the loss of GluR2 mRNA, we analyzed the
percentage of neurons that contain GluR2 mRNA at 6 and 8
weeks of age in control and GluR2-cKO mice in these brain
regions (Fig. 1H). As expected, we observed a significant loss of
GluR2 expression in dorsal CA1 pyramidal neurons in the GluR2-
cKO mice at 6 weeks and 8 weeks of age compared to control
mice of the same age (57.763.0% vs 91.861.4% at 6 weeks and
52.862.2% vs 95.260.4% at 8 weeks; p values,.05). Similarly,
when cortex layer III neurons were counted, we observed a
significant loss of GluR2 in the GluR2-cKO mice at 6 weeks and 8
weeks of age when compared to control mice of the same age
(39.863.5% vs 70.665.5% at 6 weeks, and 40.062.2% vs
76.261.0% at 8 weeks; p values,.05). Meanwhile, in the dorsal
CA3 region a modest but significant loss was seen at both time
points when comparing GluR2-cKO mice to controls (78.562.6%
vs 91.462.1% and 79.761.6% vs 91.061.3%; p values,.05). As
expected, the dorsal dentate gyrus (DG) showed no loss in
percentage expression (92.861.1% vs 91.362.6% and 92.760.9%
vs 95.760.5%; p values..05). We also found no statistically
significant loss of GluR2 from pyramidal neurons in the CA1
region of the ventral hippocampus of the GluR2-cKO mice at 6
and 8 weeks of age when compared to controls of the same ages
(83.961.9% vs 80.962.2% at 6 weeks and 86.764.1% vs
90.561.6% at 8 weeks; p values..05).
In all subsequent experiments, we only used mice that were
between 6 and 8 weeks of age. In order to assess if there was any
change in the percentage of cells expressing GluR2 during this
time period in mice within the same genotype, we compared
percentage of cells that contained GluR2 mRNA at these two time
points within each genotype, at all five anatomic regions analyzed.
In the controls we observed no loss of GluR2 in dorsal
hippocampus CA1 at 8 weeks compared to 6 weeks of age
(p..05). Importantly, it was also apparent that in the GluR2-cKO
mice there was no further loss of GluR2 from dorsal CA1
pyramidal neurons between 6 and 8 weeks of age (p..05).
Likewise, the percentage of cortical layer III cells positive for
GluR2 mRNA did not change between 6 and 8 weeks of age in the
controls (p..05), or, importantly, in the GluR2-cKO mice
(p..05). Nor was there any significant loss of cells positive for
GluR2 in the GluR2-cKO mice between 6 weeks and 8 weeks of
age in pyramidal neurons in the CA1 region of the ventral
hippocampus, or in the DG, or CA3 regions of the dorsal
hippocampus (p values ..05).
Based on these results we conclude that the majority of GluR2
loss is restricted to the dorsal hippocampus CA1 region and cortex
layer III in the GluR2-cKO mice, with lesser loss in the dorsal
CA3, and that expression levels are stable between 6 and 8 weeks
of age in both genotypes in all five anatomical regions investigated.
Altered GluR2 gene expression does not affect cell
survival
We next confirmed that loss of hippocampal GluR2 mRNA
results in loss of GluR2 protein in GluR2-cKO mice. Immuno-
histochemical staining (Fig. 2) with an anti-GluR2 antibody
revealed that, when compared with the control mice (Fig. 2A–C),
the GluR2-cKO mice showed profound loss of GluR2 protein
from cells in the CA1 region (Fig. 2F), little loss of GluR2 from the
CA3 region (Fig. 2E) and no evident loss of GluR2 protein from
the DG (Fig. 2D). Meanwhile GluR2 was completely absent from
the hippocampus of GluR2 global KO mice (Fig. 2G–I).
It is possible that the loss of GluR2 protein could lead to
increased calcium influx into cells through AMPARs which might
lead to cell death. To assess whether there was loss of hippocampal
neurons in 8 week old mice, we stained sections using an antibody
to NeuN, which is a marker of mature neurons (Fig. 2J, K), and we
employed stereology [19] to count the number of neurons in dorsal
hippocampus between bregma AP -1.34 mm and bregma AP -
2.06 mm in 9 control and 6 GluR2-cKO mice. There was no
difference in the number of neurons in GluR2-cKO mice
compared with controls (Fig. 2L). These combined results
demonstrate that while GluR2 expression is significantly reduced
from the expected regions of the dorsal hippocampus of mutant
mice this loss does not lead to cell death in mice at eight weeks of
age. In addition, knockout of GluR2 did not affect the expression
of other glutamate receptor subunits (Fig. S2; for primer sequences
see Table S1).
Loss of GluR2 leads to enhanced LTP at synapses
A number of studies have characterized the effects of GluR2
deletion on synaptic transmission in the hippocampus [16,17].
Therefore, we first confirmed that our GluR2-cKO mice showed
similar changes (see Text S1). As predicted from previous work,
synaptic transmission was sensitive to blockers of GluR2-lacking
AMPARs (Fig. S3), input/output functions were right-shifted (Fig.
S3B) and there was little change in paired-pulse facilitation, (Fig. S3C).
Theinduction of LTPby a conventionalhigh-frequency stimulation
(HFS) protocol was significantly enhanced in the CA1 region of
GluR2-cKO mice (60 minutes post-HFS, fEPSPs were potentiated to
25561 9 %o fb a s e l i n ei nG l u R 2 - c K Om i c e ,n = 7 ,c o m p a r e dt o
18869% of baseline in control littermates, n=8, p,.05) (Fig. 3A).
Consistent with the notion that the larger LTP observed in GluR2-
cKOs is associated with Ca
2+ influx via GluR2-lacking AMPARs,
HFS induced a significant LTP in slices from GluR2-cKO mice
bathed in ACSF containing the NMDAR antagonist D-APV
AMPA Receptor Role in Learning
PLoS ONE | www.plosone.org 2 September 2010 | Volume 5 | Issue 9 | e12818Figure 1. Conditional deletion of GluR2 in cKO mice. In situ hybridization with a GluR2 probe (black) demonstrates marked loss of GluR2 from
the CA1 region of the dorsal hippocampus and from cortex layer III, but not from other brain regions, in the GluR2-cKO mice. (A–G) Representative
images of GluR2 mRNA expression from brains of 8-week-old animals as evidenced by the pattern of in situ hybridization of a GluR2 probe. Shown
are: (A) Whole brain of control animal; (B) Whole brain of GluR2-cKO animal; (C) Dorsal hippocampus and overlying cortex of control animal; (D)
Dorsal hippocampus and overlying cortex GluR2-cKO animal; (E) Ventral hippocampus and amygdala of control animal; (F) Ventral hippocampus and
AMPA Receptor Role in Learning
PLoS ONE | www.plosone.org 3 September 2010 | Volume 5 | Issue 9 | e12818(100 mM; 60 minutes post-HFS fEPSPs were potentiated to 13464%
of baseline in cKO slices, n=4, compared to 11063% of baseline in
control slices, n=4, p,05). Nonetheless, the amount of potentiation
was still reduced by D-APV in both groups (p,.05) suggesting that
NMDARs contribute to LTP in GluR2-cKO mice and controls.
While the induction of LTP by a less robust pattern of synaptic
stimulation (30 seconds of 5 Hz stimulation) was also significantly
enhanced in GluR2-cKO mice (Fig. 3B), a shorter train of 5 Hz
stimulation, near to the threshold for LTP induction in control mice,
produced similar levels of LTP in slices from GluR2-cKOs and
controls (Fig. 3C). When LTD was induced by a long train of low-
frequency stimulation (1 Hz for 15 min) similar levels of decreased
responding were observed in GluR2-cKO and control slices (Fig. 3D).
Together, these findings are consistent with previous studies showing
that the absence of GluR2 AMPAR subunits enhances the induction
of LTP by some patterns of synaptic stimulation with little or no effect
on LTD [16,17], however see [20]. It is notable that other studies also
p r o v i d ed a t at h a ti sc o n s i s t e n tw i t ho u rf i n d i n g s ,i nt h a tt h e y
demonstrate that Ca
2+-permeable AMPARs alter NMDAR depen-
dency of HFS-induced CA1 LTP [21,22,23].
GluR2-cKO mice express a unique form of synaptic
plasticity
Hebbian plasticity refers to strengthening that is contingent
upon the concurrent release of neurotransmitter and post-synaptic
membrane depolarization (see Text S1). The current-voltage (I/V)
relations for NMDARs are such that channel conductance is low
at negative membrane potentials and increases with membrane
depolarization as the voltage-dependent Mg
2+ ion block of the
channel is relieved. Consequently, LTP is induced by NMDARs
when the post-synaptic membrane is depolarized, coincident with
activation of the receptor by glutamate. Hence LTP that is
mediated by the NMDAR is referred to as Hebbian.
By contrast, the current-voltage (I/V) relations for GluR2-
lacking (Ca
2+-permeable) AMPAR channels is inwardly rectifying,
so that channel conductance and Ca
2+ influx through GluR2-
lacking AMPARs is most profound at negative (i.e. hyperpolarized)
membrane potentials. Consequently, LTP mediated by GluR2-
lacking (Ca
2+-permeable) AMPARs can be generated when
presynaptic fiber stimulation is paired with hyperpolarization of
the postsynaptic membrane [23].
In the next experiment we examined whether the loss of GluR2
in CA1 pyramidal neurons enables the expression of LTP at
synapses onto these cells when they are hyperpolarized. In these
experiments whole-cell current-clamp recordings were used to pair
short trains of presynaptic fiber stimulation (100 pulses at 10 Hz)
with either depolarization or hyperpolarization of the postsynaptic
cells to approximately 220 or 2120 mV, respectively. As shown
in Fig. 4A, a ‘‘Hebbian’’ protocol (i.e. pairing a train of 10 Hz
synaptic stimulation with postsynaptic depolarization) induced
robust LTP in control cells (30 minutes post-pairing EPSPs were
potentiated to 221612% of baseline, n=5). In pyramidal cells
from GluR2-cKO mice this same pairing protocol also induced
robust LTP that was significantly larger than that seen in cells
from control slices (EPSPs were potentiated to 28365% of
baseline, n=4, p,.05 compared to controls). In contrast, pairing
10 Hz stimulation with postsynaptic hyperpolarization to approx-
imately 2120 mV (Fig. 4C) never induced significant LTP in cells
from control mice (0 out of 12 cells, 30 minutes post-pairing EPSPs
were 10663% of baseline, n=6), however in approximately half
of the cells (5 out of 11 cells) we recorded from in slices from
GluR2-cKO mice this pairing protocol did induce significant LTP
(across all cells EPSPs were potentiated to 150615% of baseline,
n=9, p,0.05 compared to control). Stimulation in the absence of
postsynaptic hyperpolarization did not produce potentiation in
GluR2-cKO mice (Fig. 4B). This demonstrates that LTP in these
animals can be induced via a second, separate mechanism from
classical Hebbian LTP induction.
In summary, the experiments above demonstrate that LTP in
the CA1 region of our mutants is dependent on both NMDARs
and Ca
2+-permeable GluR2-lacking AMPARs. The next experi-
ments examined the functional effects of adding AMPAR-
dependent plasticity to CA1 pyramidal cells.
Contextual fear conditioning is impaired in GluR2-cKO
mice
We first examined contextual fear conditioning, a form of
learning known to depend on the hippocampus and NMDAR-
mediated plasticity in CA1 [3,7,24,25]. Mice were placed in a
novel environment and allowed to explore for two minutes before
receiving either 1 or 5 footshocks. Control mice and GluR2-cKOs
showed significant and equivalent increases in freezing immedi-
ately after shock relative to the baseline period(no effect of genotype
F (1,55) =1.48, p..05, effect of shock number F (1, 55) =
67.93, p,.05, no genotype x shock number interaction F,1, effect
of period (baseline vs. shock) F (1, 55) =113.09, p,0.05), no period
x genotype interaction F (1, 55) =2.125, p..05, period x shock
number interaction F (1, 55) =49.85, p,.05, no period x genotype
x shock number interaction F,1) (Fig. 5A). There are substantial
data indicating that freezing during this period is entirely a
conditional response to contextual stimuli that have become
associated with shock. Therefore, similar levels of post-shock
freezing suggest that short-term memory is intact in GluR2-cKO
animals [26,27] (see also Text S1). The same mice were brought
back to the context 24 hours later to test for long-term memory
(Fig. 5B). During this test, GluR2-cKOs froze significantly less than
control mice (main effect of genotype F (1, 55) =24.69, p,0.05)
both in the 1 and 5 shock groups (no genotype x shock number
interaction F,1). Baseline freezing levels from the training session
(prior to shock delivery) are shown for comparison. These data
demonstrate that deletion of GluR2 inthe CA1regionimpairs long-
term memory for context fear.
In the next experiment, we examined the time course of
memory loss by testing animals immediately, 2 hours or 24 hours
after training (Fig. 5C). Based on the results above, we predicted
that memory in GluR2-cKO mice would be normal immediately
after training but impaired at longer delays. To test this idea we
conducted a set of planned contrasts (Fisher’s PLSD) between
controls and GluR2-cKOs that revealed memory was intact
immediately after training (p..05) but significantly impaired
2 hours and 24 hours later (p values ,0.05). The fact that we
observed normal post-shock freezing in our first two experiments
amygdala of GluR2-cKO animal; (G) Dorsal hippocampus and overlying cortex of GluR2 global KO animal; (H) Percent GluR2 positive cells in brains
taken from mice at 6 and 8 weeks age in dorsal hippocampus CA1 region, dorsal CA3 region, dorsal dentate gyrus (DG), cortex layer III, and in ventral
hippocampus CA1 region. (C–G) (i) Low power images (magnification=46), (C–D) (ii) high power image of cortex (magnification=106), (C–D) (iii)
and (E–F) (ii) high power image of hippocampus CA1 region (magnification=106), (E–F) (iii) high power image of amygdala adjacent to ventral
hippocampus (magnification=106). All images couterstained with Nissl stain (blue). A description of the approach used to generate the GluR2-cKO
and Glur2-KO mice as well the molecular characterization of these mice is shown in Fig. S1.
doi:10.1371/journal.pone.0012818.g001
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PLoS ONE | www.plosone.org 4 September 2010 | Volume 5 | Issue 9 | e12818Figure 2. GluR2-cKO mice exhibit loss of GluR2 protein in CA1 and unchanged neuronal numbers. (A–I) Tissue from GluR2-cKO, control,
and GluR2 global KO animals were immunohistochemically labeled for GluR2 (red) and counterstained with DAPI (blue). Confocal micrographs were
obtained of the DG, CA3 and CA1 regions in the hippocampus. Scale=50 mm. (J–K) Tissue from GluR2-cKO and control animals were
immunohistochemically labeled for the neuronal marker NeuN for stereological estimation of the neuronal population. (L) Quantification of neuronal
populations in the DG, CA3 and CA1 regions using the Stereo Investigator. Values as mean 6 s.e.m. Note that the knockout of GluR2 did not lead to
changes in the expression of other glutamate receptor subunits (See Fig. S2 and Table S1).
doi:10.1371/journal.pone.0012818.g002
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short-term memory is intact in GluR2-cKO mice. These data are
in line with reports that place field stability is significantly impaired
in global GluR2 knockout mice [28].
To ensure that controls and GluR2-cKO mice were using the
dorsal hippocampus to store context fear memories we selectively
removed this structure 1 day after training (histology in Fig. S4D).
Previous studies have shown that post-training lesions of the dorsal
hippocampus severely impair memory for context fear in both rats
and mice [24,29,30,31]. Consistent with these results, we found
that controls and GluR2-cKOs with dorsal hippocampus lesions
showed significantly less context fear than sham-operated animals
(main effect of lesion, (F (1,53) =49.49, p,.05), main effect of
genotype, (F (1, 53) =35.63. p,.05), no genotype x lesion
interaction, F,1) (Fig. 5D). This demonstrates that the dorsal
hippocampus is used to store and retrieve context fear memory in
our experiments.
We next determined if GluR2-cKO mice were able form a long-
term context memory in the absence of shock. To do this we used a
context pre-exposure procedure that has previously been shown to
depend on the hippocampus and NMDAR activation [32,33]. In
this procedure, animals learn about the context prior to fear
Figure 3. LTP is enhanced in GluR2-cKO mice. (A) HFS stimulation-induced LTP is enhanced in slices from GluR2-cKO mice. LTP was induced at
time=0 with two, 1 second long trains of 100 Hz stimulation (inter-train interval=10 sec). (B) A 30 second long train of 5 Hz stimulation induces
significantly larger LTP in slices from GluR2-cKO mice. 45 minutes post-5 Hz stimulation (delivered at time=0) fEPSPs were potentiated to 16869% of
baseline in control slices (gray symbols, n=5) and were potentiated to 19869% of baseline in slices from GluR2-cKOs (black symbols, n=5). (C)A
short train of 5 Hz stimulation (5 sec) induces similar levels of LTP in control (gray symbols, n=5) and GluR2-cKO slices (black symbols, n=5). (D) LTD
is normal in GluR2-cKO slices. LTD was induced using a 15 minute long train of 1 Hz stimulation (indicated by the bar). The magnitude of LTD seen 60
minutes after the start of 1 Hz stimulation is similar in wild type (gray symbols, n=6) and GluR2-cKO slices (black symbols, n=5). Baseline synaptic
transmission was altered as predicted in the GluR2-cKO mice (see Fig. S3).
doi:10.1371/journal.pone.0012818.g003
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period [29,34,35]. On day 1, half of the mice were pre-exposed to
the training context for 10 minutes (in the absence of shock) while
the other animals remained in their homecages. The next day, all
animals were trained with an immediate shock delivered 5 seconds
after placement in the context. Without pre-exposure, this short
interval does not provide enough time to learn about the context
before shock is delivered. Consistent with this fact, pre-exposed
control animals showed considerably more context fear than non-
exposed mice (Fig. 5E). In contrast, pre-exposed GluR2-cKOs did
not benefit from this experience (main effect of genotype (F (1, 46) =
16.07, p,.05, main effect of exposure (F (1, 46) =14.77, p,.05),
significantgenotype xexposureinteraction(F(1, 46) =9.874, p,.05).
Post-hoc tests revealed that pre-exposed control mice froze
significantly more than pre-exposed GluR2-cKO animals (p,.05).
These results demonstrate that GluR2-cKO mice have an impaired
ability to form long-term memories of the context.
To determine if the GluR2-cKO deficit in fear conditioning was
specific tocontext fearwe alsoexaminedhippocampus-independent
auditory fear conditioning [24,30,36]. This type of conditioning
depends on NMDAR activation in the amygdala [37]. Mice were
trained with 5 white noise-shock pairings and then received an
auditorytest ina novel environment 24 hours later(Fig. 5F). During
the baseline period of this test, GluR2-cKO mice exhibited less
generalized fear to the novel environment (main effect of genotype
F (1, 31) =4.6, p,0.05), a phenotype consistent with their overall
reduction in context fear. Despite this fact, GluR2-cKO mice
showed robustincreasesin freezing duringwhitenoise presentations
that did not differ from controls (effect of period (baseline vs. tone)
F (1, 31) =434.93, p,0.05, main effect of genotype (F (1, 31)
=7.18, p,.05, no period x genotype interaction F,1). Post-hoc
tests revealed that white noise freezing levels were similar in controls
and GluR2-cKO mice (p..05). The same knockout animals
exhibited significantly less context fear than controls (main effect
Figure 4. LTP can be induced in GluR2-cKO mice at both hyperpolarized and depolarized membrane potentials. (A) A Hebbian LTP
induction protocol (10 Hz presynaptic fiber stimulation paired with postsynaptic depolarization) induces LTP in cells from both control (gray circles,
n=7 cells) and GluR2-cKO slices (black triangles, n=7 cells). (B) 10 Hz stimulation at resting membrane potential failed to induce LTP in pyramidal
cells from both wild type (n=14 cells from 4 mice) and GluR2-cKO mice (n=11 cells from 3 mice). (C) A 10 Hz stimulation paired with postsynaptic
hyperpolarization has no effect on synaptic transmission in control cells (open symbols, n=12 cells) but induces LTP in cells from GluR2-cKO mice
(black symbols, n=11 cells). The traces shown in A, B, and C are superimposed EPSPs recorded during baseline and 30 minutes post-pairing in a
control and GluR2-cKO cell. Scale bars are 20 milliseconds and 5 mV. (D) Histograms show the amount of potentiation present 30 minutes post-
pairing in control (gray bars) and GluR2-cKO cells (black bars).
doi:10.1371/journal.pone.0012818.g004
AMPA Receptor Role in Learning
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environment the next day (Fig. 5F). These results demonstrate that
the loss of GluR2 in CA1 selectively impairs context fear (see Text
S1 for a more detailed discussion).
Lastly, we assessed motor function using rotarod and openfield
tests (Fig. S4A and S4B) and pain processing by analyzing shock
reactivity (Fig. S4C) and found that them to be normal in GluR2-
cKO mice. This indicates that the reduced context fear observed
Figure 5. Deletion of GluR2 in CA1 impairs context fear. (A) Controls and GluR2-cKO mice showed similar increases in context fear
immediately after 1 (controls n=13, GluR2-cKO n=13) or 5 (controls n=21, GluR2-cKO n=12) shocks. (B) Controls showed more context fear than
GluR2-cKO mice 24-hours after training. This difference was observed in both the 1 and 5 shock groups. Baseline freezing levels from the training
session (prior to shock delivery) are shown for comparison. (C) To examine the time course of memory loss we tested separate groups of animals at
three different time points after training. Memory was not reduced in GluR2-cKO mice immediately after training (controls n=10, GluR2-cKO n=12)
but was impaired at 2 (controls n=9, GluR2-cKO n=14) and 24 (controls n=21, GluR2-cKO n=12) hours. (D) Excitotoxic hippocampus lesions made 1
day after training produced amnesia for context fear in both controls (sham n=21, lesion n=8) and GluR2-cKO mice (sham n=15, lesion n=13) (E)
The ability to form a long-term memory of the context in the absence of shock was examined using a context pre-exposure (PE) procedure. PE
produced robust context learning in control mice (n=11) relative to non-exposed animals (n=15). In contrast, pre-exposed GluR2-cKO mice (n=12)
showed less freezing than control mice and were not different from cKO mice not exposed to the context (n=12) (F) Auditory fear conditioning
produced equivalent freezing increases in controls (n=15) and cKOs (n=18) during the white noise relative to baseline. GluR2-cKO mice were
impaired during the context test conducted the next day. Error bars represent 6 SEM and * indicates statistical significance (p,.05).
doi:10.1371/journal.pone.0012818.g005
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sensation. These data are also consistent with the fact that GluR2-
cKO mice show normal short-term memory for context fear
(Fig. 5A and 5C). Intact short-term memory suggests that context
exploration and pain processing are normal [27,38].
Spatial learning and memory are impaired in GluR2-cKO
mice
Spatial learning in the Morris watermaze is dependent on
NMDAR activation in the hippocampus [2,4]. We trained GluR2-
cKO mice on a fixed-visible version of this task that produces
robust spatial memory and facilitates procedural learning [39].
Across training days, both controls and GluR2-cKO mice showed
a reduction in the distance traveled to reach the platform (main
effect of day F (4, 104) =22.299, p,0.05, no effect of genotype
(F,1), no day x genotype interaction (F (4, 104) =1.119, p..05)
(Fig. 6A). Spatial memory was assessed on day 6 by administering a
60 s probe test with the platform removed. Control mice showed
selective searching in the target quadrant where the platform was
located during training compared to the other quadrants (main
effect of quadrant, F (1, 15) =6.102, p,.05) (Fig. 6B). In contrast,
GluR2-cKO mice searched equally in all quadrants suggesting
they did not learn the spatial location of the platform (no effect of
quadrant, F,1). These data suggest that deletion of GluR2 in the
CA1 region of the hippocampus impairs the formation of spatial
memory.
Long-term spatial memory was also assessed using the reference
memory version of the radial maze [40,41,42,43]. In this task,
mice were required to remember the spatial location of 4 baited
arms across a 24-hour period. The same arms were baited during
each session and the mice were trained for 9 consecutive days.
There was an increase in the percentage of correct choices across
training days (main effect of day F (8, 208) =9.94, p,0.05) that
was larger in control animals than GluR2-cKOs (significant day x
genotype interaction F (8, 208) =2.31, p,0.05, no effect of
genotype F (1, 26) =2.849, p..05) (Fig. 6C). Post-hoc tests
(Fisher’s PLSD) revealed that control mice performed significantly
better than knockout animals on the last day of training (p,0.05).
Control mice also showed a significant decrease in errors (i.e. visits
to unbaited arms) across days (main effect of day F (8, 104) =2.52,
p,0.05) while GluR2-cKO mice did not (no effect of day F,1)
(Fig. 6D). Post-hoc tests (Fisher’s PLSD) showed that control mice
made significantly fewer errors on days 8 and 9 than GluR2-cKO
animals (p,0.05). These results are consistent with our watermaze
data and demonstrate that the deletion of GluR2 in CA1 impairs
the formation of long-term spatial memories.
I nt h en e x te x p e r i m e n tw ee x a m i n e ds p a t i a lw o r k i n gm e m o r y
using the win-shift version of the radial maze [40,41,44,45]. On
this version of the task, animals were required to remember the
spatial location of 4 baited arms across a 2-minute period. New
arms were randomly chosen on each day to eliminate the
contribution of long-term spatial memory. We found that
controls and GluR2-cKO mice showed significant (main effect
of day F (8, 160) =15.36, p,0.05) and equivalent (no effect of
genotype, F,1, no day x genotype interaction F,1) increases in
the percentage of correct choices across training days (Fig. 6E). In
addition, the number of errors (i.e. visits to unbaited arms) made
by controls and cKO mice decreased across days (main effect of
day F (8, 160) =7.65, p,0.05) and were not different between
groups (no day x genotype interaction F,1) (Fig. 6F). To
demonstrate that the mice were not forming long-term spatial
memories we increased the interval between phases (2–480 min)
and found a systematic decrease in the performance of controls
and cKO animals (main effect of time F (5, 100) =15.55,
p,0.05) that did not differ between groups (no time x genotype
interaction F,1) (data not shown). Animals returned to naive
levels of performance at the longest interval and made the same
number of errors as they did on the first day of training (no effect
of session (first vs. last) F (1, 20) =1.08, p.0.05). These results
suggest that selective deletion of GluR2 in CA1 does not impair
spatial working memory. This finding is consistent with recent
data showing that NMDAR-dependent plasticity in CA1 is not
required for the retention of spatial information across short
intervals [46].
Thus, in addition to showing deficits in contextual fear
conditioning GluR2-cKO animals exhibit impaired long-term
memory in spatial learning tasks that are known to require
NMDAR activation in the CA1 region of the hippocampus.
Therefore, our study is the first to demonstrate that hippocampus-
dependent learning impairments in GluR2 knockout mice can be
produced by targeted deletion of this subunit in the CA1 region.
This deficit does not result from impaired NMDAR-dependent
LTP as our electrophysiology experiments demonstrate that D-
APV significantly reduces potentiation in GluR2-cKO mice.
Immediate early gene expression is normal in GluR2-cKO
mice
It is possible that the learning impairments observed in our
GluR2-cKO mice result from reduced synaptic transmission and/
or excitability and not altered plasticity. We addressed this issue by
determining if CA1 neurons are similarly engaged by fear
conditioning in controls and GluR2-cKO mice. To do this we
examined the expression of c-fos, an immediate early gene that is
an indicator of neural activity and whose expression is significantly
increased in the CA1 region of the hippocampus following context
fear conditioning [39,47,48,49,50]. Homecage controls were
compared to mice that received 5 unsignaled shocks (identical to
the training procedures above). Conditioned mice showed robust
short-term memory at the end of training that did not differ
between controls and GluR2-cKO animals (no effect of genotype
F,1). Ninety minutes later we sacrificed the animals, froze their
brains on dry ice and performed immunohistochemical staining to
determine the level of c-fos expression in the CA1 region of the
hippocampus (Fig. 7A). Controls and GluR2-cKO mice that
remained in their homecages showed similar levels of expression
(F,1). Following fear conditioning, there was a robust increase in
c-fos expression that also did not differ between control and
GluR2-cKOs (Fig. 7B) (main effect of training F (1, 8) =4439.43,
p,0.05, no training x genotype interaction F (1, 8) =1.17,
p.0.05). These results demonstrate that context fear conditioning
produces normal activation of CA1 neurons in GluR2-cKO
animals. We also looked at maximal activation following kainate-
induced seizures (Fig. 7C). Once again there was no difference in
the level of c-fos expression between controls and GluR2-cKO
animals (no effect of genotype F,1). In addition, no difference in
seizure susceptibility was observed (Fig. 7D). Together, these
results suggest that the learning deficits observed in our GluR2-
cKO mice are not due to reduced neural activity in the CA1
region of the hippocampus.
NMDAR-independent learning is not impaired in GluR2-
cKO mice
Our results demonstrate that deletion of GluR2 in the CA1
region of the hippocampus produces AMPAR-mediated plasticity
that impairs learning and memory. However, AMPAR-mediated
plasticity may not be detrimental to all types of learning. In fact, a
number of different experiences (e.g. learning, drug exposure,
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Ca
2+-permeable AMPARs [9,51,52,53,54]. It is possible, there-
fore, that the experience-dependent expression of these receptors
plays a functional role in subsequent plasticity and learning (i.e.
experience-dependent learning). The following experiments ex-
amined this idea.
Experience-dependent learning can be studied in the hippo-
campus using the ‘upstairs/downstairs’ procedure. In this task, an
initial learning event on day 1 (context A; ‘upstairs’) is NMDAR-
dependent, while a subsequent learning event the next day
(context B; ‘downstairs’) is NMDAR-independent [5,6,7,8]. We
first established the ‘upstairs/downstairs’ effect in wild-type mice
Figure 6. Long-term spatial memory is impaired in GluR2-cKO mice. (A) Controls (n=16) and GluR2-cKO (n=12) mice traveled the same
distance in the watermaze to the find the platform across training days. (B) Control mice spent more time in the target quadrant then the other
quadrants during the watermaze probe test. In contrast, GluR2-cKO mice spent an equivalent amount of time in all quadrants during the probe test.
(C) Controls (n=13) made a higher percentage of correct responses than GluR2-cKO mice (n=15) on the reference memory version of the radial arm
maze. (D) Controls showed a reduction in the number of errors (re-entries) across days on the reference memory version of the radial arm maze while
GluR2-cKO mice did not (E) The percentage of correct responses on the working memory version (win-shift) of the radial arm maze was the same in
controls (n=11) and GluR2-cKO mice (n=11) (F) Controls and GluR2-cKO mice showed equivalent reductions in the number of errors made across
days in the working memory version of the radial arm maze. Error bars represent 6 SEM and * indicates statistical significance (p,.05).
doi:10.1371/journal.pone.0012818.g006
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tioned sequentially in two different environments (design
illustrated in Fig. 8A). One group of mice received saline
injections before training in context A on day 1 and CPP before
training in context B on day 2. A second group of mice received
CPP prior to training in context A on day 1, followed by an
injection of saline before training in context B on day 2. Both
groups of mice were then tested on days 3 and 4 (no injections) to
assess memory for each context. Similar to previous reports, we
found that injections of CPP given prior to training were more
effective at blocking learning in context A than context B
(significant context x drug interaction F (1, 14) =11.824, p,.05)
(Fig. 8B) [5,6,7,8]. This demonstrates that NMDAR activation is
required for initial learning in context A, but not subsequent
learning in context B.
We next studied the effect of the GluR2-cKO on fear learning
in the ‘upstairs/downstairs’ paradigm. We found that deletion of
GluR2 was more effective at blocking initial learning in context A
than subsequent learning in context B (significant context x
genotype interaction (F (1, 47) =5.802, p,0.05)) (Fig. 8C). This
suggests that GluR2-cKO mice are more impaired on hippocam-
pus-dependent learning tasks that require the NMDAR (context A;
day 1) than tasks that are independent of the NMDAR (context B;
day 2).
In the next experiment we verified that GluR2-cKO mice were
indeed using an NMDAR-independent learning mechanism in
context B (Fig. 8D). To do this we used the same behavioral design
as in our first experiment (illustrated in Fig. 8A). In control
animals, we once again found that CPP was more effective at
blocking learning in context A than context B (significant context x
Figure 7. Knockout of GluR2 in CA1 does not affect immediate early gene expression or seizure susceptibility. (A) Confocal
micrographs of cFOS-positive cells (green), detected by immunohistochemical staining, counterstained with nuclear marker DAPI (blue) in the CA1 of
control and GluR2-cKO mice prior to training (‘no training’), following training (‘learning)’, and following kainate-induced seizures (KA) (n=3 animals
per group per genotype). Scale bar=30 mm. (B) Quantitative analysis of cFOS-positive cells in the CA1 using stereology in control and GluR2-cKO
mice that had no training or following training. Values shown as mean 6 s.e.m. (C) Quantitative analysis of cFOS-positive cells in the CA1 using
stereology in control and GluR2-cKO mice that had received a single i.p. injection of 25 mg/kg KA. Values shown as mean 6 s.e.m. (D) Comparison of
seizure susceptibility in control and GluR2-cKO animals. Seizure score is defined as the total seizure score divided by the number of observations and
plotted as a cumulative frequency step graph – see experimental methods regarding seizure score scale. As the data were not normally distributed
they were analyzed by Mann-Whitney. The Benjamini-Hochberg FDR correction was applied to correct for the multiple t-tests performed. No
significant difference between curves was observed.
doi:10.1371/journal.pone.0012818.g007
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cKO mice that received saline were once again impaired in
context A, but not context B, relative to control mice that received
saline (significant context x genotype interaction, F (1, 21) =
10.347, p,.05). Lastly, the increased freezing GluR2-cKO mice
exhibited in context B was not reduced by the administration of
CPP (effect of context, F (1, 18) =46.036, P,.05; no context x
drug interaction, F,1). These results demonstrate that learning in
Figure 8. NMDAR and GluR2-lacking AMPAR make distinct contributions to learning. (A) Experimental design. Animals were trained in
context A on day 1 and context B on day 2. Mice were then tested for freezing in context B and context A on days 3 and 4 (B) The NMDAR antagonist
CPP was given prior to training in context A in one group of mice and prior to context B in a second group of mice. CPP was more effective at
blocking learning in context A than context B (saline n=8, CPP n=8). (C) Deletion of GluR2 was more effective at blocking learning in context A than
context B (control n=26, GluR2-cKO n=23) (D) Learning in context A was impaired in GluR2-cKO mice and animals receiving CPP (controls saline
n=16, GluR2-cKO saline n=7, controls CPP n=21, GluR2-cKO CPP n=13) while learning in context B was unaffected by either of these manipulations.
(E) GluR2-cKO were trained in context A and then received injections of saline, CPP or CPP +IEM-1460 (a Ca
2+-permeable AMPAR antagonist) before
subsequent training in context B. Injections of CPP did not impair learning in context B while injections of CPP + IEM-1460 produced significant
deficits (saline n=10, CPP n=10, CPP + IEM-1460 n=11). (F) Wild-type mice were trained in context A and then received injections of saline, CPP or
CPP +IEM-1460 before subsequent training in context B. Injections of CPP did not impair learning in context B while injections of CPP + IEM-1460
produced significant deficits (saline n=8, CPP n=8, CPP + IEM-1460 n=8). Error bars represent 6 SEM and * indicates statistical significance (p,.05).
doi:10.1371/journal.pone.0012818.g008
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nism in both control and GluR2-cKO mice. In the next
experiments we examined cellular mechanisms that could
potentially mediate learning in the absence of NMDAR activation.
Our electrophysiological data indicate that Ca
2+-permeable
AMPARs are present in the CA1 region of our GluR2-cKO mice
and are able to mediate LTP in the absence of NMDAR
activation. It is possible, therefore, that these receptors contribute
to NMDAR-independent learning in context B. To examine this
idea we trained GluR2-cKO animals using the ‘upstairs/
downstairs’ design. We trained the mice in context A and then
administered saline, CPP, or CPP + IEM-1460 (a Ca
2+-permeable
AMPAR antagonist) immediately prior to learning in context B
(Fig. 8E). Consistent with our previous results, planned compar-
isons (Fisher’s PLSD) showed that blocking NMDARs with CPP
did not impair learning in context B relative to saline controls
(p..05). In contrast, the addition of a Ca
2+-permeable AMPAR
antagonist produced a significant memory deficit relative to
controls that received saline (p,.05). This data suggests that
GluR2-lacking receptors contribute to NMDAR-independent
learning in our knockout animals.
In our last experiment we determined if Ca
2+-permeable
AMPARs also contribute to NMDAR-independent learning in
wild-type mice (Fig. 8F). Planned comparisons (Fisher’s PLSD)
showed that after training in context A, blocking NMDARs did
not affect learning in context B relative to mice that received saline
(p..05). In addition, just as in the GluR2-cKO mice, the addition
of IEM-1460 significantly impaired learning in context B (p,.05).
This suggests that GluR2-lacking AMPARs play a role in
NMDAR-independent learning in wild-type mice. This result is
consistent with studies showing that activation of NMDARs can




Impaired NMDAR-dependent learning in GluR2-cKO mice
The current study is the first to demonstrate that conditional
deletion of GluR2 in approximately 50% of the CA1 region
pyramidal cells of the dorsal hippocampus (and layer III of the
overlying cortex) selectively impairs NMDAR-dependent learning.
In contrast to mice engineered with constitutive deletions of
GluR2 [16] our conditional knockout mice showed no motor,
sensory or motivational changes and they exhibited normal
acquisition of several hippocampus-independent learning tasks.
Furthermore, presence of AMPA receptors lacking GluR2 did not
lead to increased seizure vulnerability, confirming previous
observations [55]. In addition, cells lacking GluR2 showed c-fos
reactivity after fear conditioning, demonstrating that synaptic
transmission is intact during learning. Together, our data suggest
that the deficits observed in our GluR-cKO mice resulted from
impaired learning and not from changes in performance factors.
Our GluR2-cKO animals exhibited enhanced LTP in CA1
pyramidal cells, a fact that is consistent with studies of other types
of GluR2 mutant mice [16,17,18]. Previous studies also found that
the enhanced LTP in GluR2 mutant mice is completely blocked
by postsynaptic infusion of calcium chelators, such as BAPTA
[18]. Despite enhanced LTP, GluR2-cKO mice showed learning
deficits on tasks that are known to be NMDAR-dependent. A
possible explanation for this dissociation is that although the early
phases of LTP are enhanced in GluR2-cKO mice, alterations in
AMPA receptor trafficking due to the absence of GluR2 might
disrupt the maintenance of LTP over longer periods of time than
those investigated in our experiments. A recent study has found,
however, that the long-lasting, protein synthesis-dependent phase
of LTP is not disrupted in GluR2 mutant mice [18] and that the c-
terminus of AMPA receptor GluR2 subunits does not have a
special role in AMPA receptor trafficking [56]. A more likely
explanation, therefore, is that learning is impaired because of the
unique induction characteristics of LTP in GluR2-cKO mice.
Hebbian LTP requires coincident postsynaptic depolarization
and presynaptic glutamate release, is NMDAR-dependent, and is
not induced at hyperpolarizing membrane potentials [22,23] (for
detailed discussion see Text S1). In both our GluR2-cKO mice
and controls we found that LTP could be induced at depolarizing
membrane potentials (Fig. 4A), although this LTP was enhanced in
GluR2-cKO animals. NMDARs contributed to LTP in both
groups since D-APV significantly reduced the amount of
potentiation. We also observed that plasticity mediated by Ca
2+-
permeable AMPARs could be induced when the post-synaptic
membrane was hyperpolarized. This form of LTP was only
observed in GluR2-cKO mice and not in wild-type controls
(Fig. 4C). The addition of this second form of plasticity to
excitatory neurons may undermine the specificity imparted by
Hebbian plasticity. Consistent with this idea, several studies have
shown that the presence of GluR2-lacking AMPARs can reduce
the specificity and stability of plastic changes mediated by
NMDARs [28,57]. The current study extends these results by
demonstrating that the selective addition of AMPAR-mediated
plasticity to CA1 pyramidal cells impairs NMDAR-dependent
learning.
Some mutant mice with increased hippocampal plasticity show
enhanced learning [58] while others exhibit learning deficits
[59,60,61]. This raises an important question: what is the
mechanism of this discrepancy in learning? Why is learning
impaired in some mutant animals but not others? Our results
suggest that the rules by which plasticity is induced are important
for learning and not the magnitude of LTP. In particular,
disruption of Hebbian plasticity at CA1 synapses in the
hippocampus appears to interfere with NMDAR-dependent
memory formation.
NMDAR-independent learning is not impaired in GluR2-
cKO mice
Spatial and contextual memories can be acquired in the absence
of NMDAR activation if animals have prior experience on a
similar behavioral task (‘upstairs/downstairs’ effect) [5,6,7,8]. This
finding challenges the view that NMDARs are essential for all
types of learning and suggests that plasticity mechanisms in the
hippocampus are modulated by experience.
To examine NMDAR-independent learning we conditioned
mice sequentially in two different environments (context A
followed by context B). Similar to previous work, we found that
learning about the first environment (context A) required
NMDAR activation while learning about the second environment
(context B) did not [7,8]. This effect was confirmed in four
independent experiments (Fig. 8B,8 D,8 E and 8F). Using this
design, we then showed that memory for context A was impaired
in GluR2-cKO mice while learning in context B remained intact.
This suggests that GluR2 deletion in CA1 selectively impairs
NMDAR-dependent learning. In addition, we found that blocking
Ca
2+-permeable AMPARs during context B learning significantly
impaired memory in both wild-type animals and GluR2-cKO
mice. Together, these results suggest that NMDAR-independent
learning requires the activation of Ca
2+-permeable AMPARs.
In sum, our study provides a potential cellular mechanism for
NMDAR-independent learning. We showed that deletion of the
GluR2 subunit in the CA1 region of the hippocampus makes LTP
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form of LTP is mediated by Ca
2+-permeable AMPARs and is
functionally distinct from classical NMDAR-mediated LTP.
Behavioral experiments revealed that GluR2 deletion produces
significant impairments on hippocampus-dependent learning
tasks. However, only NMDAR-mediated memory was disrupted
in GluR2-cKO mice. Learning that was independent of NMDARs
was not impaired and, in fact, required the activation of Ca
2+-
permeable AMPARs. These results suggest that plasticity mediat-
ed by Ca
2+-permeable AMPARs plays a functional and previously
undescribed role in NMDAR-independent learning.
Materials and Methods
Ethics Statement
All experiments were approved by the UCLA Animal Research
Committee (ARC # 2001-104-23 and 1993-295-53) or the
Animal Ethics Committee at the Garvan Institute of Medical
Research (AEC# 08/20 and 09/14).
Subjects
Floxed GluR2 mice in a 129S6 background, were generated as
described in Text S1. They were crossed to T29-1 mice that
express Cre recombinase under control of the CaM kinase II
(CaMKII) promoter [4] that had been backcrossed 15+ genera-
tions into the 129S6 background. Subsequently fGluR2/
fGluR2;Tg
t29-1/+ mice were mated to fGluR2 homozygote mice,
and littermates from the resulting offspring were used for
experiments. Mice were group-housed, given free access to food
and water and maintained on a 14:10 light:dark cycle. Behavioral
tests were performed during the light phase of the cycle. All
experiments were approved by the UCLA Animal Research
Committee (ARC) or by the Animal Ethics Committee at the
Garvan Institute of Medical Research.
In situ hybridization
GluR2 exon 11 probes were transcribed from the cloned mouse
cDNA in vitro using S-35-UTP (Maxiscript kit, Ambion), and
column purified (Qiagen). Hybridized slides were coated with
emulsion (Amersham), exposed, developed, and counterstained
with Nissl stain. The percentage of GluR2-positive cells was
counted independently by two pathologists, blinded to age and
genotype. For all GluR2-cKO animals, percentages were
calculated from a minimum of three slices per animal and a
minimum of three animals per group. For control animals,
multiple slices from three animals were counted at the 6 week time
point, but from only one control animal at the 8 week time point,
as preliminary studies on multiple (n=3) control animals found no
change in percent GluR2-positive cells at three time points over a
3 month period (unpublished observations). Independent assess-
ment by the two pathologists showed agreement. P levels were
determined by a 2-tailed Mann-Whitney test. See also [62].
Immunohistochemistry and Stereology
Immunohistochemical and stereology were undertaken as
previously described [19]; see also Text S1.
Electrophysiology
Previously described techniques for extracellular and whole-cell
current-clamp recordings in the in-vitro hippocampal slice
preparation were used to record EPSPs evoked by Schaffer
collateral fiber stimulation in hippocampal CA1 pyramidal cells
[15]. Patch-clamp electrodes were filled with a solution containing
(in mM) 122.5 Cs-gluconate, 17.5 CsCl, 10 TEA-Cl, 0.2 EGTA,
10 HEPES, 2.0 Mg-ATP, 0.3 Na-GTP, and 0.1 spermine
(pH=7.2). Picrotoxin (100 mM) was added to the bath solution
to block inhibitory synaptic potentials during whole-cell current-
clamp recordings. Further detail can be found in Text S1.
Surgery
Mice were randomly assigned to receive a lesion of the
hippocampus or sham surgery. Animals were anesthetized with
sodium pentobarbital (65 mg/kg) and mounted in a stereotaxic
apparatus (David Kopf Instruments, Tujunga, CA). Small burr
holes were drilled above the hippocampus. A 10 ml Hamilton
syringe was mounted to the stereotax via a microinjection unit
(Model 5000; David Kopf Instruments) and used to deliver all
solutions. Excitotoxic lesions were made by infusing NMDA
(0.2 ml; 10 mg/ml; Sigma, St. Louis, MO) dissolved in physiolog-
ical saline (0.9%, pH=7.4) at each site over a 4-minute period.
The drug was allowed to diffuse for 2 minutes following each
infusion. Infusions were made at four sites (2 anterior, 2 posterior).
The two anterior infusions were made at the following
coordinates: 1.3 mm posterior to bregma, 61 mm lateral to
bregma, 2 mm ventral from skull surface. The two posterior DH
infusions were made at the following coordinates: 2.1 mm
posterior to bregma, 61.5 mm lateral to bregma, 2 mm ventral
from skull surface. Sham controls underwent identical surgical
procedures without infusions.
Kainate-induced seizures
Mice received a single intraperitoneal (i.p) injection of kainic
acid (25 mg/kg; Sigma, St. Louis, MO) dissolved in phosphate
buffered saline (PBS). Animals were observed for seizure-like
behavior for 2–4 hours following the kainic acid injection. Seizure-
induced activity was scored according to the Racine scale [63,64].
Animals were scored as follows: 0 - Normal exploratory behavior
and grooming; 1 - Cessation of typical activity (walking, grooming,
exploring, sniffing); 2 - Forelimb and/or tail extension, appearance
of rigidity; 3 - Automatisms (repetitive scratching, circling, head
bobbing); 4 - Forelimb clonus, rearing and falling; 5 - Repetitive
rearing and falling and forelimb clonus; 6 - Severe tonic clonic
seizures; 7 –Death.
Fear conditioning methods
In experiments 1–4 (Fig. 5), mice were trained in chambers
(30 cm 624 cm 621 cm; Med Associates, Inc., St. Albans, VT)
with clear polycarbonate front doors, white opaque back walls and
aluminum sidewalls. Each chamber had a stainless steel grid floor
(36 stainless steel rods, 3 mm diameter, spaced 8 mm center to
center) and a metal waste pan underneath. Before training and
testing, the chambers were cleaned thoroughly with ethanol (95%)
and a thin film was sprayed into the waste pan. Background noise
(55 dB) was generated by a HEPA filter. Shock and auditory
stimuli were controlled by Med-PC software (MedAssociates, Inc.,
St. Albans, VT). In each context, a single camera recorded the
behavior of animals in four chambers. The freezing response was
measured using an automated system as described previously [65].
In experiment 1 (Fig. 5A,5 B and 5C), mice were placed in the
training context for 2 minutes before shock (2 s, 0.75 mA) was
delivered. Animals received either 1 or 5 shocks (1 minute inter-
trial interval (ITI)) and were then tested in the training context
immediately, 2 hours or 24 hours later. In experiment 2 (Fig. 5D)
the mice were trained with 5 unsignaled shocks (0.75 mA, 2 s, 1
minute ITI) and the next day received sham surgery or excitotoxic
hippocampus lesions (described above). Seven to ten days after
surgery the mice received a 5-minute context test. In experiment 3
(Fig. 5E) some of the mice were pre-exposed to the training context
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in their homecages. The next day all animals received a single
0.75 mA shock (2 s) 5 seconds after placement in the training
environment. Thirty seconds later they were removed from the
context and returned to their homecages. A 5-minute context test
was conducted in the training environment the following day. In
experiment 4 (Fig. 5F) the mice were trained with 5 whitenoise
(30 s, 85 dB) shock (2 s, 0.75 mA) pairings (1 minute ITI). The
auditory test was conducted 24 hours later in a novel environment
(i.e. same conditioning chambers with a triangular insert (22 cm
622 cm 622 cm) and a staggered grid floor located in a different
room that was dimly lit and had no background noise). The novel
environment was cleaned with Windex (TM). Following a 2-
minute baseline period the whitenoise stimulus was presented five
times, each separated by a 1-minute ITI. The next day the animals
were returned to the training chambers for a 5-minute context test.
In experiments 5–8 (Fig. 8) mice were trained on or off drug in
two distinct environments. Context A had curved white plastic
walls, was dark, and the internal fans were turned off. It was
cleaned with 1% acetic acid diluted in deionized water. In
contrast, Context B had no wall inserts and was lit with white light.
It was scented with 100% wintergreen cleaning solution and
cleaned with 70% isopropyl alcohol. Twenty-four hours before
each experiment all animals were handled and restrained to
habituate them to IP injections. The NMDA receptor antagonist
CPP [66] (Sigma-Aldrich, St. Louis, MI) and the GluR2-lacking
AMPA receptor selective blocker IEM-1460 [15,67,68,69] (Tocris
Bioscience, Ellisville, MI) were dissolved in filtered 0.9% NaCl and
administered via intraperitoneal injections. CPP was administered
at a dose of 10 mg/kg, and the CPP-IEM cocktail was given at a
dose of 10 mg/kg of CPP and 7.5 mg/kg of IEM-1460. On day 1,
animals received an IP injection of either vehicle or drug and 30
minutes later were trained in context A. After an initial 3-minute
baseline period animals received three unsignaled footshocks
(0.5 mA, 2 s) spaced 20 s apart and were removed 30 s after the
last shock. On day 2, animals again received an IP injection of
drug or saline and 30-minutes later were trained in context B using
the same protocol as day 1. The animals received 5-minute tests on
days 3 and 4 (no injections) to assess fear in contexts B and A,
respectively.
Morris watermaze
The watermaze apparatus and procedures have been described
previously [39,70,71]. Mice were trained to find a visible platform
located in a fixed spatial location with 2 trials/day for 5 days. Mice
received 2 consecutive trials on each day. Each trial began from a
randomly chosen starting position and ended when the mouse
found the platform or 60 s had elapsed. The distance traveled (m)
to the platform was calculated on each trial and averaged for a
single day. On day 6 the mice received a 60 s probe test. On this
trial, the platform was removed and the mouse released from a
novel starting position. Spatial memory was assessed by comparing
the percentage of time spent in the target quadrant relative to the
other 3 quadrants.
Radial arm maze
Reference memory version. The radial arm maze
apparatus and general procedures have been described
previously [70,72]. Before training, the mice were food-deprived
to 85% of their free-feeding body weight. During this time they
were pre-exposed to 20-mg rodent chow pellets (Bio-Serve;
Frenchtown, NJ) in the same food cups that would be found on
the radial maze. Mice were then given 2–3 d of pre-exposure to
the center of the maze with 5 chow pellets. Afterwards, mice
received 9 d of reference memory training on an eight-arm radial
maze [40,41,42,43]. Each day consisted of a single trial with four
baited arms. The arms were chosen randomly prior to training
and the same four arms were baited on each day. Mice had 5 min
to retrieve all pellets. An error was defined as an entry into an
unbaited arm. The percentage of correct choices was determined
by dividing the number of correct choices by the total number of
choices and multiplying by 100. There were 4 correct choices to be
made and an infinite number of incorrect choices, since animals
were free to re-visit arms as many times as they wanted during the
5 minute session. Therefore, 50% is not chance performance.
Previous experiments in our lab have shown that rotating the maze
and/or obscuring the cues with a curtain impairs performance on
our maze (unpublished data). This suggests that animals do not use
intra-maze cues to solve the task. In addition, the maze was
constructed with clear Plexiglas and cleaned with 95% alcohol
between each phase to reduce the contribution of visual and
olfactory intra-maze cues.
Win-shift version. Following food deprivation and pre-
exposure (as described above) the mice received 9 d of win-shift
training on the eight-arm radial maze [40,41,42,44,45,70,72].
Each day consisted of two phases. In the first phase, four randomly
selected arms were baited and open. Mice had 5 min to retrieve all
pellets. After retrieval of the pellets, the mouse was placed in a
holding cage (during which time the maze was cleaned with 95%
ethanol) and after a 2-min delay returned for the second phase.
During this phase, all eight arms were open and the four
previously unbaited arms were now baited. An error was defined
as a re-entry into an arm that was baited during the first phase of
the experiment. The percentage of correct choices was determined
by dividing the number of correct choices by the total number of
choices and multiplying by 100. After 9 d of training with a 2-min
interphase delay the mice were tested for an additional 5 days with
increasing delay lengths (10, 60, 120, 240 and 480 min).
Statistical analysis
Unless otherwise stated, data sets were tested for normality
using the Shapiro-Wilks test, or Kolmogorov-Smirnov. If the data
were non-normally distributed then they were analyzed non-
parametrically. In the behavioral studies, most data were analyzed
with an ANOVA and post-hoc comparisons were conducted with
Fisher’s PLSD. In experiments with specific predictions based on
previous data, a priori planned contrasts were used and analyzed
using Fisher’s PLSD.
Supporting Information
Text S1 Supplementary Results, Methods, Figures and Table
Found at: doi:10.1371/journal.pone.0012818.s001 (0.17 MB
DOC)
Figure S1 (A1) The GluR2 flox-neo allele. Shown are exons 10,
11 and 12, the loxP sites (open arrows), neomycin resistance
(NeoR) gene, targeting construct (indicated by solid line), and 59,
39 and INT probes used for Southern blotting (gray boxes). Exon
11 encodes membrane domains 1 and 2 of the GluR2 protein,
including the critical site of RNA editing (Q/R site). B=BamHI,
S=SpeI. (A2) The floxed GluR2 (fGluR2) allele. Cre transfection
of ES cells containing the GluR2 flox-Neo allele results in excision
of the NeoR gene in some ES cells. These cells were then used to
generate fGluR2 mice. (A3) The GluR2 knockout (GluR2-KO)
allele. In other ES cells, transfected cre excises the exon 11-
containing fragment and NeoR gene entirely from the GluR2
gene, leaving a single loxP and BamHI site in its place. These ES
cells were used to generate GluR2-KO mice. (B) GluR2 RNA is
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RNAse protection assay (RPA) confirms loss of GluR2 mRNA in
the GluR2-KO which was generated by cre recombinase-
mediated excision of exon 11, and reveals that hippocampal
GluR2 mRNA expression is normal in the WT and homozygous
fGluR2 animals. The upper band (lanes 1 and 2) is the protected
antisense 32P-labelled RPA probe, while the lower band (also
observed in lanes 3 and 4) is an actin antisense probe included as
an internal standard. The sense control probe (lane 4) is also
shown. A non-RNAse-treated sample was analyzed in parallel for
each probe to confirm the expected size reduction of the protected
species due to removal of the 59 and 39 overhangs of the RPA
probe (not shown). (C) Normal GluR2 protein expression in
fGluR2 mice but not GluR2-KO mice. Immunoblotting was used
to detect the presence of GluR2 in the hippocampus, using an
antibody directed against either the N’-terminal or C’-terminal
region of the GluR2 protein. 10 ug membrane protein was
analyzed in each case. Note that for both antibodies, no GluR2
band is seen when the primary antibody is omitted (no 19). The
upper band indicates non-specific cross reactivity of the secondary
antibody, as it is present in the wild-type extracts in which 19 is
omitted. (D) RNA editing is not altered in the fGluR2 mice. An
RNA editing assay similar to that previously described (Vissel et
al., 2001) was used to assess the proportion of GluR2 or GuR5
mRNA edited at the Q/R editing site. Total mouse hippocampal
mRNA or genomic DNA was isolated from wild-type (+/+),
homozygote floxed (f/f) or GluR2-KO (2/2) mice. Primer
extension yields a 21-mer product if the template is unedited,
whereas edited template yields a 24-mer. The intensity ratio
between the two bands represents the ratio of unedited to edited
mRNA. As expected, there was no evidence of the unedited
product in wildtype (+/+) or homozygous fGluR2 mice (f/f), while,
as expected, there was no evidence of any GluR2 RNA in the
GluR2-KO (2/2) mice. RNA editing at the GluR5 Q/R site also
appeared to be unaltered in homozygous fGluR2 mice (f/f) and in
GluR2-KO (2/2) mice when compared to wild-type (+/+) mice,
as the ratio of the 21-mer to 24-mer product is unchanged. (E)
Southern blots demonstrating successful insertion of the construct
at the targeted site. A 12.5 Kb BamHI fragment and a 5.5 Kb
SpeI fragment are detected using the 59 probe in DNA from the
wild type (+/+) mouse (lanes 1, 2) and in one allele from ES cells
heterozygous (+/fNeo) for the flox-Neo cassette (lanes 7, 8).
Insertion of the loxP cassette creates a 59 BamHI restriction
fragment of 5 Kb in DNA from mice homozygous (f/f) for the
floxed allele, in mice homozygous (2/2) for the GluR2-KO allele
and in one allele of DNA from ES cells heterozygous (+/fNeo) for
the flox-Neo cassette (lanes 3, 5, 7). Also as expected, the SpeI
fragment detected by the 59 probe remains essentially unchanged
in size in DNA from mice homozygous (f/f) for the fGluR2 allele
(lane 4), is 3.5 Kb size in DNA from GluR2-KO (2/2) mice (lane
6), and is 7.2 Kb in DNA from ES cells heterozygous (+/fNeo) for
the flox-Neo cassette (lane 8). Meanwhile, as expected, the BamH1
fragment detected by the 39 probe is 12.5 kB in wildtype (+/+)
mice (lane 9), and is approximately 6 Kb in DNA from mice
homozygous (f/f) for the fGluR2 allele (lane 10), and in mice
homozygous (2/2) for the GluR2-KO allele (lane 11). The INT
probe detected BamHI and SpeI restriction fragments of the
predicted sizes. Importantly, a probe against the NeoR gene
detects the expected SpeI restriction fragment in ES cells
heterozygous for the flox-Neo cassette (lane 20) but not in DNA
isolated from mice heterozygous for the fGluR2 allele (lane 19).
Found at: doi:10.1371/journal.pone.0012818.s002 (1.84 MB TIF)
Figure S2 Relative gene expression of NMDA and non-NMDA
receptor subunits in GluR2-KO mice (n=5) and their littermate
controls (n=6), normalized against GAPDH. Knock-out of GluR2
did not alter gene expression of NMDA or non-NMDA receptor
subunits.
Found at: doi:10.1371/journal.pone.0012818.s003 (0.49 MB TIF)
Figure S3 (A) The GluR2-lacking AMPAR blocker IEM1460
inhibits synaptic transmission in the CA1 region of hippocampal
slices from GluR2-cKO mice (n=3) and global GluR2 KO mice
(triangles, n=3) but has no effect on transmission in control slices
(graysymbols, n=3).Bath application ofIEM1460 (100–200I ˆJM)
is indicated by the bar. The histograms at right show the mean
(A ˆ6SEM) change in synaptic transmission present at the end of a
30-minute application of IEM1460 in slices from wild type (gray
bar), GluR2-cKO (black bar), and global GluR2 KO mice (open
bar, *p,0.001 compared to control). (B) The input/output function
for basal synaptic transmission was generated by comparing fiber
volley amplitudes and fEPSP slope for fEPSPs evoked using
stimulation intensities corresponding to 25, 50, 75, and 100% of
the maximal fEPSP amplitude. Note that the input/output function
in slices from GluR2-cKO mice (black, n=6) is shifted to the right
compared to control slices (gray, n=6). Fiber volley/EPSP slope
ratios in slices from GluR2-cKO mice were significantly different
from control slices at all stimulation intensities tested (* p,0.005).
(C) Paired-pulsed facilitation in control and GluR2-cKO slices.
Pairs of presynaptic fiber stimulation pulses were delivered with
inter-pulse intervals from 25 to 200 milliseconds and the ratio was
calculated as the slope of the 2nd response/1st response X 100.
Although paired-pulse facilitation tends to be large in slices from
GluR2-cKO mice (black, n=5) compared to control slices (gray,
n=5), a significant enhancement was seen only at the 100
millisecond interval (*p,0.02).
Found at: doi:10.1371/journal.pone.0012818.s004 (0.45 MB TIF)
Figure S4 Error bars represent A ˆ6 SEM and * indicates
statistical significance (p,.05). (A) Controls (n=9) and GluR2-
cKO (n=14) showed similar levels of activity on the openfield. (B)
Motor learning on the Rotarod was equivalent in controls (n=9)
and GluR2-cKO (n=14) mice. (C) The unconditioned response to
shock was examined by calculating the velocity (cm/s) of each
animal during footshock. Data for the 1 (controls n=13, GluR2-
cKO n=13) and 5 (controls n=21, GluR2-cKO n=12) shock
groups were combined for the graph. Controls and GluR2-cKO
mice showed equivalent increases in velocity during shock relative
to baseline. (D) The minimum (gray) and maximum (black) extent
of excitotoxic dorsal hippocampus lesions in controls (n=6) and
GluR2-cKO mice (n=9).
Found at: doi:10.1371/journal.pone.0012818.s005 (0.65 MB TIF)
Table S1 Standard curves and melt curves are shown for qRT-
PCR analysis of gene expression of non-NMDA receptor subunits
(GluR 1, GluR2, GluR3, GluR4, GluR5, GluR6), NMDA
receptor subunits (NR1, NR2A), and the calibrator gene
(GAPDH).
Found at: doi:10.1371/journal.pone.0012818.s006 (2.20 MB TIF)
Acknowledgments
We are indebted to many people who helped with genotyping, mouse
handling and tissue processing for the data shown in this manuscript
including T. Cheung, S. Stayte, S.Woodworth, S. Wu, C. Leong, Ed
Cairns, all in BV’s lab at Garvan Institute and M. Kuypers in MSF’s lab at
UCLA. We also thank YuHong Fu for her help with preliminary antibody
experiments, Mikael Guzman Karlsson for assistance with the watermaze,
and Tim Prestidge for in situ hybridization analysis. We thank Walter and
Edith Sheldon and Tony and Vivian Howland-Rose, Bill and Laura Gruy,
Geoffrey Towner, Amadeus Energy, Nick Kell and Joanna Knott for their
personal support and encouragement.
AMPA Receptor Role in Learning
PLoS ONE | www.plosone.org 16 September 2010 | Volume 5 | Issue 9 | e12818Author Contributions
Conceived and designed the experiments: BJW GAR SFH TJO MSF BV.
Performed the experiments: BJW GAR EEG AA NT NJ FS TJO BV.
Analyzed the data: BJW GAR EEG AA NT NJ FS TJO BV. Contributed
reagents/materials/analysis tools: BJW GAR ST SFH MSF BV. Wrote the
paper: BJW GAR TJO MSF BV.
References
1. Malenka RC, Bear MF (2004) LTP and LTD: an embarrassment of riches.
Neuron 44: 5–21.
2. Morris RG, Anderson E, Lynch GS, Baudry M (1986) Selective impairment of
learning and blockade of long-term potentiation by an N-methyl-D-aspartate
receptor antagonist, AP5. Nature 319: 774–776.
3. Young SL, Bohenek DL, Fanselow MS (1994) NMDA processes mediate
anterograde amnesia of contextual fear conditioning induced by hippocampal
damage: immunization against amnesia by context preexposure. Behav Neurosci
108: 19–29.
4. Tsien JZ, Huerta PT, Tonegawa S (1996) The essential role of hippocampal
CA1 NMDA receptor-dependent synaptic plasticity in spatial memory. Cell 87:
1327–1338.
5. Bannerman DM, Good MA, Butcher SP, Ramsay M, Morris RG (1995) Distinct
components of spatial learning revealed by prior training and NMDA receptor
blockade. Nature 378: 182–186.
6. Saucier D, Cain DP (1995) Spatial learning without NMDA receptor-dependent
long-term potentiation. Nature 378: 186–189.
7. Sanders MJ, Fanselow MS (2003) Pre-training prevents context fear condition-
ing deficits produced by hippocampal NMDA receptor blockade. Neurobiol
Learn Mem 80: 123–129.
8. Hardt O, Wang SH, Nader K (2009) Storage or retrieval deficit: the yin and
yang of amnesia. Learn Mem 16: 224–230.
9. Clem RL, Barth A (2006) Pathway-specific trafficking of native AMPARs by in
vivo experience. Neuron 49: 663–670.
10. Clem RL, Celikel T, Barth AL (2008) Ongoing in vivo experience triggers
synaptic metaplasticity in the neocortex. Science 319: 101–104.
11. Guire ES, Oh MC, Soderling TR, Derkach VA (2008) Recruitment of calcium-
permeable AMPA receptors during synaptic potentiation is regulated by CaM-
kinase I. J Neurosci 28: 6000–6009.
12. Plant K, Pelkey KA, Bortolotto ZA, Morita D, Terashima A, et al. (2006)
Transient incorporation of native GluR2-lacking AMPA receptors during
hippocampal long-term potentiation. Nat Neurosci 9: 602–604.
13. Lu Y, Allen M, Halt AR, Weisenhaus M, Dallapiazza RF, et al. (2007) Age-
dependent requirement of AKAP150-anchored PKA and GluR2-lacking AMPA
receptors in LTP. EMBO J 26: 4879–4890.
14. Adesnik H, Nicoll RA (2007) Conservation of glutamate receptor 2-containing
AMPA receptors during long-term potentiation. J Neurosci 27: 4598–4602.
15. Gray EE, Fink AE, Sarinana J, Vissel B, O’Dell TJ (2007) Long-term
potentiation in the hippocampal CA1 region does not require insertion and
activation of GluR2-lacking AMPA receptors. J Neurophysiol 98: 2488–2492.
16. Jia Z, Agopyan N, Miu P, Xiong Z, Henderson J, et al. (1996) Enhanced LTP in
mice deficient in the AMPA receptor GluR2. Neuron 17: 945–956.
17. Meng Y, Zhang Y, Jia Z (2003) Synaptic transmission and plasticity in the
absence of AMPA glutamate receptor GluR2 and GluR3. Neuron 39: 163–176.
18. Asrar S, Zhou Z, Ren W, Jia Z (2009) Ca2+ permeable AMPA receptor induced
long-term potentiation requires PI3/MAP kinases but not Ca/CaM-dependent
kinase II. PLoS ONE 4: e4339.
19. Abdipranoto-Cowley A, Park JS, Croucher D, Daniel J, Henshall S, et al. (2009)
Activin A is essential for neurogenesis following neurodegeneration. Stem Cells
27: 1330–1346.
20. Shimshek DR, Jensen V, Celikel T, Geng Y, Schupp B, et al. (2006) Forebrain-
specific glutamate receptor B deletion impairs spatial memory but not
hippocampal field long-term potentiation. J Neurosci 26: 8428–8440.
21. Isaac JT, Ashby M, McBain CJ (2007) The role of the GluR2 subunit in AMPA
receptor function and synaptic plasticity. Neuron 54: 859–871.
22. Kullmann DM, Lamsa K (2008) Roles of distinct glutamate receptors in
induction of anti-Hebbian long-term potentiation. J Physiol 586: 1481–1486.
23. Lamsa KP, Heeroma JH, Somogyi P, Rusakov DA, Kullmann DM (2007) Anti-
Hebbian long-term potentiation in the hippocampal feedback inhibitory circuit.
Science 315: 1262–1266.
24. Anagnostaras SG, Maren S, Fanselow MS (1999) Temporally graded retrograde
amnesia of contextual fear after hippocampal damage in rats: within-subjects
examination. J Neurosci 19: 1106–1114.
25. Rampon C, Tang YP, Goodhouse J, Shimizu E, Kyin M, et al. (2000)
Enrichment induces structural changes and recovery from nonspatial memory
deficits in CA1 NMDAR1-knockout mice. Nat Neurosci 3: 238–244.
26. Fanselow MS (1980) Conditional and unconditional components of post-shock
freezing. Integrative Psychological and Behavioral Science 15: 177–182.
27. Fanselow MS (1986) Associative vs topographical accounts of the immediate
shock-freezing deficit in rats: implications for the response selection rules
governing species-specific defensive reactions. Learn Motiv. pp 16–39.
28. Yan J, Zhang Y, Jia Z, Taverna FA, McDonald RJ, et al. (2002) Place-cell
impairment in glutamate receptor 2 mutant mice. J Neurosci 22: RC204.
29. Frankland PW, Cestari V, Filipkowski RK, McDonald RJ, Silva AJ (1998) The
dorsal hippocampus is essential for context discrimination but not for contextual
conditioning. Behav Neurosci 112: 863–874.
30. Kim JJ, Fanselow MS (1992) Modality-specific retrograde amnesia of fear.
Science 256: 675–677.
31. Maren S, Aharonov G, Fanselow MS (1997) Neurotoxic lesions of the dorsal
hippocampus and Pavlovian fear conditioning in rats. Behav Brain Res 88:
261–274.
32. Stote DL, Fanselow MS (2004) NMDA receptor modulation of incidental
learning in Pavlovian context conditioning. Behav Neurosci 118: 253–257.
33. Rudy JW, Huff NC, Matus-Amat P (2004) Understanding contextual fear
conditioning: insights from a two-process model. Neurosci Biobehav Rev 28:
675–685.
34. Fanselow MS (1990) Factors governing one-trial contextual conditioning. Anim
Learn Behav. pp 264–270.
35. Wiltgen BJ, Sanders MJ, Behne NS, Fanselow MS (2001) Sex differences,
context preexposure, and the immediate shock deficit in Pavlovian context
conditioning with mice. Behav Neurosci 115: 26–32.
36. Phillips RG, LeDoux JE (1992) Differential contribution of amygdala and
hippocampus to cued and contextual fear conditioning. Behav Neurosci 106:
274–285.
37. Lee H, Kim JJ (1998) Amygdalar NMDA receptors are critical for new fear
learning in previously fear-conditioned rats. J Neurosci 18: 8444–8454.
38. Fanselow MS (1984) Opiate modulation of the active and inactive components
of the postshock reaction: parallels between naloxone pretreatment and shock
intensity. Behav Neurosci 98: 269–277.
3 9 .T e i x e i r aC M ,P o m e d l iS R ,M a e iH R ,K e eN ,F r a n k l a n dP W( 2 0 0 6 )
Involvement of the anterior cingulate cortex in the expression of remote spatial
memory. J Neurosci 26: 7555–7564.
40. Olton DS, Becker JT, Handelmann GE (1979) Hippocampus, space, and
memory. Behavioral and Brain Sciences 2: 313–365.
41. Olton DS, Papas BC (1979) Spatial memory and hippocampal function.
Neuropsychologia 17: 669–682.
42. Nadel L, MacDonald L (1980) Hippocampus: cognitive map or working
memory? Behav Neural Biol 29: 405–409.
43. Jarrard LE (1983) Selective hippocampal lesions and behavior: effects of kainic
acid lesions on performance of place and cue tasks. Behav Neurosci 97: 873–889.
44. McDonald RJ, White NM (1993) A triple dissociation of memory systems:
hippocampus, amygdala, and dorsal striatum. Behav Neurosci 107: 3–22.
45. Sage JR, Knowlton BJ (2000) Effects of US devaluation on win-stay and win-
shift radial maze performance in rats. Behav Neurosci 114: 295–306.
46. Lee I, Kesner RP (2002) Differential contribution of NMDA receptors in
hippocampal subregions to spatial working memory. Nat Neurosci 5: 162–168.
47. Kaczmarek L (1993) Glutamate receptor-driven gene expression in learning.
Acta Neurobiol Exp (Wars) 53: 187–196.
48. Bontempi B, Laurent-Demir C, Destrade C, Jaffard R (1999) Time-dependent
reorganization of brain circuitry underlying long-term memory storage. Nature
400: 671–675.
49. Frankland PW, Bontempi B, Talton LE, Kaczmarek L, Silva AJ (2004) The
involvement of the anterior cingulate cortex in remote contextual fear memory.
Science 304: 881–883.
50. Maviel T, Durkin TP, Menzaghi F, Bontempi B (2004) Sites of neocortical
reorganization critical for remote spatial memory. Science 305: 96–99.
51. Sepehrizadeh Z, Bahrololoumi Shapourabadi M, Ahmadi S, Hashemi
Bozchlou S, Zarrindast MR, et al. (2008) Decreased AMPA GluR2, but not
GluR3, mRNA expression in rat amygdala and dorsal hippocampus following
morphine-induced behavioural sensitization. Clin Exp Pharmacol Physiol 35:
1321–1330.
52. Conrad KL, Tseng KY, Uejima JL, Reimers JM, Heng LJ, et al. (2008)
Formation of accumbens GluR2-lacking AMPA receptors mediates incubation
of cocaine craving. Nature 454: 118–121.
53. Thiagarajan TC, Lindskog M, Tsien RW (2005) Adaptation to synaptic
inactivity in hippocampal neurons. Neuron 47: 725–737.
54. Billa SK, Liu J, Bjorklund NL, Sinha N, Fu Y, et al. (2010) Increased insertion of
GluR2-lacking AMPA receptors at hippocampal synapses upon repeated
morphine administration. Mol Pharmacol.
55. Iihara K, Joo DT, Henderson J, Sattler R, Taverna FA, et al. (2001) The
influence of glutamate receptor 2 expression on excitotoxicity in Glur2 null
mutant mice. J Neurosci 21: 2224–2239.
56. Panicker S, Brown K, Nicoll RA (2008) Synaptic AMPA receptor subunit
trafficking is independent of the C terminus in the GluR2-lacking mouse. Proc
Natl Acad Sci U S A 105: 1032–1037.
57. Gerlai R, Henderson JT, Roder JC, Jia Z (1998) Multiple behavioral anomalies
in GluR2 mutant mice exhibiting enhanced LTP. Behav Brain Res 95: 37–45.
58. Tang YP, Shimizu E, Dube GR, Rampon C, Kerchner GA, et al. (1999)
Genetic enhancement of learning and memory in mice. Nature 401: 63–69.
59. Cuthbert PC, Stanford LE, Coba MP, Ainge JA, Fink AE, et al. (2007) Synapse-
associated protein 102/dlgh3 couples the NMDA receptor to specific plasticity
pathways and learning strategies. J Neurosci 27: 2673–2682.
AMPA Receptor Role in Learning
PLoS ONE | www.plosone.org 17 September 2010 | Volume 5 | Issue 9 | e1281860. Komiyama NH, Watabe AM, Carlisle HJ, Porter K, Charlesworth P, et al.
(2002) SynGAP regulates ERK/MAPK signaling, synaptic plasticity, and
learning in the complex with postsynaptic density 95 and NMDA receptor.
J Neurosci 22: 9721–9732.
61. Migaud M, Charlesworth P, Dempster M, Webster LC, Watabe AM, et al.
(1998) Enhanced long-term potentiation and impaired learning in mice with
mutant postsynaptic density-95 protein. Nature 396: 433–439.
62. Vissel B, Royle GA, Christie BR, Schiffer HH, Ghetti A, et al. (2001) The role of
RNA editing of kainate receptors in synaptic plasticity and seizures. Neuron 29:
217–227.
63. Racine RJ (1972) Modification of seizure activity by electrical stimulation. II.
Motor seizure. Electroencephalogr Clin Neurophysiol 32: 281–294.
64. Schauwecker PE, Steward O (1997) Genetic determinants of susceptibility to
excitotoxic cell death: implications for gene targeting approaches. Proc Natl
Acad Sci U S A 94: 4103–4108.
65. Anagnostaras SG, Josselyn SA, Frankland PW, Silva AJ (2000) Computer-
assisted behavioral assessment of Pavlovian fear conditioning in mice. Learn
Mem 7: 58–72.
66. Paoletti P, Neyton J (2007) NMDA receptor subunits: function and
pharmacology. Curr Opin Pharmacol 7: 39–47.
67. Samoilova MV, Buldakova SL, Vorobjev VS, Sharonova IN, Magazanik LG
(1999) The open channel blocking drug, IEM-1460, reveals functionally distinct
alpha-amino-3-hydroxy-5-methyl-4-isoxazolepropionate receptors in rat brain
neurons. Neuroscience 94: 261–268.
68. Magazanik LG, Buldakova SL, Samoilova MV, Gmiro VE, Mellor IR, et al.
(1997) Block of open channels of recombinant AMPA receptors and native
AMPA/kainate receptors by adamantane derivatives. J Physiol 505(Pt 3):
655–663.
69. Buldakova SL, Kim KK, Tikhonov DB, Magazanik LG (2007) Selective
blockade of Ca2+ permeable AMPA receptors in CA1 area of rat hippocampus.
Neuroscience 144: 88–99.
70. Anagnostaras SG, Murphy GG, Hamilton SE, Mitchell SL, Rahnama NP, et al.
(2003) Selective cognitive dysfunction in acetylcholine M1 muscarinic receptor
mutant mice. Nat Neurosci 6: 51–58.
71. Cho YH, Friedman E, Silva AJ (1999) Ibotenate lesions of the hippocampus
impair spatial learning but not contextual fear conditioning in mice. Behav Brain
Res 98: 77–87.
72. Murphy GG, Rahnama NP, Silva AJ (2006) Investigation of age-related
cognitive decline using mice as a model system: behavioral correlates.
Am J Geriatr Psychiatry 14: 1004–1011.
AMPA Receptor Role in Learning
PLoS ONE | www.plosone.org 18 September 2010 | Volume 5 | Issue 9 | e12818